One of the major hurdles in the development of biocompatible/biodegradable EWOD (Electrowetting-on-dielectric) devices is the biocompatibility of the dielectric and hydrophobic layers. In this study, we address this problem by using reactive ion etching (RIE) to prepare a super-hydrophobic film combining fluorinated cellulose triacetate (CTA) and poly (lactic-co-glycolic acid) (PLGA). The contact angle (CA) of water droplets on the proposed material is about 160 • . X-ray photoelectron spectroscopy (XPS) and atomic force microscopy (AFM) characterizations indicate that a slight increase in the surface roughness and the formation of CF x (C-F or CF 2 ) bonds are responsible for the super-hydrophobic nature of the film. Alternating Current (AC) static electrowetting and droplet transportation experiments evidence that contact angle hysteresis and contact line pinning are greatly reduced by impregnating the CTA/PLGA film with silicon oil. Therefore, this improved film could provide a biocompatible alternative to the typical Teflon ® or Cytop ® films as a dielectric and hydrophobic layer.
Introduction
In recent years, microfluidics has found numerous applications in the biomedical and environmental monitoring fields, for instance, in ecotoxicology [1, 2] , cell analysis [3] [4] [5] [6] , fertilization in vitro (IVF), cell culture [7, 8] , food detection [9] and soil analysis [10, 11] . Due to its low-cost, versatility, and high integration [12, 13] , electrowetting-on-dielectric (EWOD) is at the forefront of digital microfluidics. EWOD technology can dispense, split, transport and mix droplets on a micro-scale platform under precise control [12] [13] [14] [15] [16] . It shows great potential to become one of the key components in future biological systems for sustainable development, such as real time analysis of water and soil quality [17, 18] , continuous monitoring for agricultural production [19] [20] [21] and point-of-care medical applications [22] [23] [24] . Nonetheless, a major issue in the implementation of these bio-systems is the lack of biocompatible/biodegradable EWODs [25, 26] .
A typical EWOD device consists of a substrate layer (glass or silicon), a driving electrodes layer (ITO, Al, Cu, etc.), a dielectric layer (Su-8, SiO 2 etc.) and a hydrophobic/super-hydrophobic layer (e.g., Teflon ® or Cytop ® ) on top of it. When the voltage difference V is applied between a droplet and the electrode, the droplet surface becomes charged and is pulled towards the electrode, reducing the contact angle (CA) of the droplet. For a droplet of non-conducting liquid at mechanical equilibrium and at moderate electric voltage, this phenomenon can be described by the Lippmann-Young (L-Y) equation [27] :
layer. In addition, the fabrication process is compatible with the integrated circuits (IC) industry and is suitable for mass production in the future.
Materials and Methods

Materials and Apparatus
The CTA pellets and the PLGA foam (lactide:glycolide = 75:25) were purchased from Sigma-Aldrich Co., Ltd. (St. Louis, MO, USA). Methylene chloride (MC) and N,N-demethylformamide (DMF) provided by Shanghai Chemical Reagent Co., Ltd. (Shanghai, China) were used as the solvents of CTA and PLGA, respectively. Low-viscosity silicone oil (5 mm 2 /s, 25 • C) was purchased from Sigma-Aldrich to be used as the medium in the measurements. The glass substrate coated with 130 nm of indium tin oxide (ITO) with a sheet resistance of about 15 Ω per square was purchased from Wesley technology Co., Ltd. (Foshan, Guangdong, China).
The spin-coater (WZ-400BZ-6NPP, Laurell Technologies Co., Ltd., North Wales, PA, USA) was used for the deposition of the dielectric layer. The hot plate and the oven (SmartLab HP-303DU, Strider Instrument & Application Co., Ltd., Shanghai, China) were used for post-baking and hard-baking, respectively. To modify the surface wettability of the dielectric layers, a reactive ion etcher (RIE-10NR, Samco International, Kyoto, Japan) was utilized.
The thickness of the film was measured by profilometer (Dektak XT, BRUKER, Karlsruhe, Germany). The surface elemental composition was analyzed by XPS (Thermo Scientific TM K-Alpha TM , Thermo Fisher Scientific Co., Ltd., Waltham, MA, USA). The surface roughness was observed by AFM (Bruker DI D3100, BRUKER, Karlsruhe, Germany). The CA measurements were carried out by the droplet shape analyzer (DSA30, KRUSS, Hamburg, Germany). The driving signals for electrowetting and droplet manipulation were provided by the signal generator (FG503, MOTECH, Tainan, Taiwan) and the amplifier (HA-45, MOTECH, Tainan, Taiwan).
Preparation and Measurements
In the experiments, the ITO glass substrates were cleaned in acetone, ethanol and deionized (DI) water successively, and dried out with pure N 2 . The CTA pellets were dissolved in MC, producing a 1.2 wt. % solution, and the PLGA foam was dissolved in DMF, producing a 10 wt. % solution. These two solutions were mixed together with a ratio of MC/DMF (80/20 by volume). The mixture was spin-coated on the ITO glass substrate at 4000 rpm for 45 s. Then these samples were cured in an oven at 100 • C for 30 min. We repeated the coating and curing steps as many times as necessary to reach the desired thickness.
A CF 4 plasma treatment had previously been applied to the surface of the CTA and PLGA separately, as in Table 1 . It was found that the PLGA film was etched by CF 4 [58] and became thinner by 100 nm (under 10 sccm, 50 W, 2.0 Pa CF 4 plasma treatment), while the thickness of the CTA film increased slightly due to the deposition of CF 4 instead of etching [29] . Both of the surfaces became hydrophobic after the RIE. After trials of different parameters, an optimized RIE workflow to introduce CF x into the PLGA was defined in the four steps shown in Table 2 . Each step has to be carried out successively on the dielectric coatings directly through CF 4 plasma treatment under different gas flow rates and power levels. In the last step, CHF 3 gas was used instead of CF 4 to decrease the roughness of the modified surface. The thickness of the samples was measured during the process, and after each step the atomic composition of carbon/oxygen/fluorine (C/O/F) and their chemical bonds were characterized by XPS. In addition, the surface roughness was analyzed by AFM. The effects of each step are explained in Table 3 . Table 2 . RIE workflow for the surface modification of a CTA/PLGA dielectric layer.
Step Table 3 . Effects of each RIE step.
Step Effects The CA measurements were performed on two types of substrates. Dry substrates "air" were tested directly after fabrication, whereas "air after oil" substrates were first immersed in silicone oil and left to dry naturally. A 6 µL Deionization (DI) water droplet was placed on the surface of "air" or "air after oil" and exposed to an alternating voltage (AC) between a conductive wire and the grounded ITO electrode, as shown in Figure 1 . The shape of the droplet was captured and analyzed to obtain the CAs. In addition, the surface roughness was analyzed by AFM. The effects of each step are explained in Table 3 . Table 2 . RIE workflow for the surface modification of a CTA/PLGA dielectric layer.
Step Effects 1 Introduces F atoms to form CFx bonds. The roughness increases sharply, and the etching rate is high. Therefore, the time should not be too long [59] .
2 Same as step 1 with slower increase of roughness and decreasing etching rate.
3 Same as step 1 and 2 but even slower 4 Reduces the roughness while keeping the CFx on the surface
The CA measurements were performed on two types of substrates. Dry substrates "air" were tested directly after fabrication, whereas "air after oil" substrates were first immersed in silicone oil and left to dry naturally. A 6 μL Deionization (DI) water droplet was placed on the surface of "air" or "air after oil" and exposed to an alternating voltage (AC) between a conductive wire and the grounded ITO electrode, as shown in Figure 1 . The shape of the droplet was captured and analyzed to obtain the CAs. The droplet transportation test was carried out using an "air after oil" EWOD chip with patterned electrodes. AC voltage was applied to the electrodes with a certain sequence to manipulate the droplet. The process was captured and the relationship between the transporting velocity and the AC signal was obtained.
Results and Discussion
Etching Rate
The RIE was utilized to enhance the hydrophobicity of CTA/PLGA coatings. During this process, the PLGA was etched through a reaction with CF4 plasma. The etching rate of the mixed dielectrics was calculated. Figure 2 shows the etching rate under different flow and power rates, obtained by linear fitting. In steps 1-3, with the decrease of plasma power (from 100 to 50 W) and flow rate (from 30 to 10 sccm) The droplet transportation test was carried out using an "air after oil" EWOD chip with patterned electrodes. AC voltage was applied to the electrodes with a certain sequence to manipulate the droplet. The process was captured and the relationship between the transporting velocity and the AC signal was obtained.
Results and Discussion
Etching Rate
The RIE was utilized to enhance the hydrophobicity of CTA/PLGA coatings. During this process, the PLGA was etched through a reaction with CF 4 plasma. The etching rate of the mixed dielectrics was calculated. In steps 1-3, with the decrease of plasma power (from 100 to 50 W) and flow rate (from 30 to 10 sccm) of the CF 4 gas supply, the etching rate was decreased from 74.76 nm/min in step 1 to 69.58 nm/min during step 2 and 41.61 nm/min in step 3. We believe this decreasing etching rate is due to the rarefaction of the PLGA as it reacts with the plasma. The thickness of the dielectrics showed almost no change (0.29 nm/min) when using CHF 3 instead of CF 4 in step 4, indicating the absence of etching. The surface roughness was reduced and the amount of fluorocarbons CF x increased during the CHF 3 gas treatment on the dielectric surface, which could also cause the thickness fluctuation. Finally, a 1.1 µm thick CTA/PLGA dielectric layer was obtained. of the CF4 gas supply, the etching rate was decreased from 74.76 nm/min in step 1 to 69.58 nm/min during step 2 and 41.61 nm/min in step 3. We believe this decreasing etching rate is due to the rarefaction of the PLGA as it reacts with the plasma. The thickness of the dielectrics showed almost no change (0.29 nm/min) when using CHF3 instead of CF4 in step 4, indicating the absence of etching. The surface roughness was reduced and the amount of fluorocarbons CFx increased during the CHF3 gas treatment on the dielectric surface, which could also cause the thickness fluctuation. Finally, a 1.1 μm thick CTA/PLGA dielectric layer was obtained. 
Mechanisms of the RIE Process
During the RIE process, fluorine atoms react with the mixture surface to form fluorocarbons. By this means, the surface tension was decreased to enhance the hydrophobicity of CTA/PLGA dielectrics. Tables 4 and 5 show the XPS narrow scan for C/O/F atoms after each step of the process. Prior to the treatment, we hardly detected any presence of fluorine on the sample. After step 1, the ratio of F atoms increased to 29.7%. The results illustrated that fluorine was introduce into the mixture surface in step 1, and then decreased slightly to 26.2% in step 2, and then increased continually to 36.4% in step 3. Eventually, the fraction of F atoms increased slightly to 40.8% in step 4. During the RIE process, there was a sharp rise in F atoms during CF4 gas treatment, and then the ratio of F atoms was maintained with the CHF3 gas treatment. For more details, the chemical nature of the F bonds is reported in Table 5 . The majority (62.3%) of F atoms formed C-F bonds with C atoms, and about 10.4% formed CF2 bonds. Since the samples were preserved in aluminum foils, AlFx was also observed in the XPS analysis. Table 4 . XPS spectra analysis of the C/F/O ratio (%).
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Table 5. XPS spectra analysis of fluorine bonding ratio (%).
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Step 1 The effect of surface roughness on the wetting property was investigated. Figure 3 shows the AFM scans of these samples. The roughness of the surfaces is detailed in Table 6 . The surface roughness was 43.70 nm before RIE (Figure 3e ). The roughness increased to 97.90 nm after etching for 3.5 min (Figure 3a) , which led to the pinning of the droplet on the surface. To mitigate this effect, the flow rate and power were decreased gradually; the surface roughness increased by 27 nm after 3.5 min etching (Figure 3b ) and 84 nm after 7 min etching (Figure 3c) . Eventually, the surface was treated with CHF 3 to make it smoother (Figure 3d ). The final surface roughness was about 66.5 nm. Millimetric droplets (volume > 10 µL) were able to easily slide down the surface. The effect of surface roughness on the wetting property was investigated. Figure 3 shows the AFM scans of these samples. The roughness of the surfaces is detailed in Table 6 . The surface roughness was 43.70 nm before RIE (Figure 3e ). The roughness increased to 97.90 nm after etching for 3.5 min (Figure 3a) , which led to the pinning of the droplet on the surface. To mitigate this effect, the flow rate and power were decreased gradually; the surface roughness increased by 27 nm after 3.5 min etching (Figure 3b ) and 84 nm after 7 min etching (Figure 3c) . Eventually, the surface was treated with CHF3 to make it smoother (Figure 3d ). The final surface roughness was about 66.5 nm. Millimetric droplets (volume > 10 μL) were able to easily slide down the surface. After the ion etching, the CA of the deionized water droplets increased to 160.4°, compared to 61.3° without fluorinated treatment, which indicates that the surface was super-hydrophobic, as shown in Figure 4 . Step R q (nm)
Step 1 After the ion etching, the CA of the deionized water droplets increased to 160.4 • , compared to 61.3 • without fluorinated treatment, which indicates that the surface was super-hydrophobic, as shown in Figure 4 . Step 
AC Static Electrowetting Test
To examine the applicability of the fluorinated CTA/PLGA in EWOD, we first carried out an AC static electrowetting test. Considering the thickness and roughness of the processed mixture coatings, the filler medium in the pores was important [57] . Thus, air and silicone oil were chosen as the medium for this experiment. Figure 5 illustrates the results. When tested in the air directly, the droplet was pinned on the surface even without AC voltage, as seen in Figure 5a . Bubbles emerged on the interface in Figure 5b , which indicates the dielectric breakdown of the 1.1 µm layer under 44V rms . When the voltage was off, the CA could not be recovered (Figure 5c ). In contrast, in the "air after oil" configuration, the droplet moved smoothly on the surface (Figure 5d ). With the help of residual oil on the surface, the CA of the DI water droplet decreased (Figure 5e ) and reverted to its original value (Figure 5f ) when the voltage was on and off. This suggests that the oil filling not only reduces the contact angle hysteresis by smoothing out the chemical imperfections of the surface, but also prevents dielectric breakdown by accumulating some electric charge. 
To examine the applicability of the fluorinated CTA/PLGA in EWOD, we first carried out an AC static electrowetting test. Considering the thickness and roughness of the processed mixture coatings, the filler medium in the pores was important [57] . Thus, air and silicone oil were chosen as the medium for this experiment. Figure 5 illustrates the results. When tested in the air directly, the droplet was pinned on the surface even without AC voltage, as seen in Figure 5a . Bubbles emerged on the interface in Figure 5b , which indicates the dielectric breakdown of the 1.1 μm layer under 44Vrms. When the voltage was off, the CA could not be recovered (Figure 5c ). In contrast, in the "air after oil" configuration, the droplet moved smoothly on the surface (Figure 5d ). With the help of residual oil on the surface, the CA of the DI water droplet decreased (Figure 5e ) and reverted to its original value (Figure 5f ) when the voltage was on and off. This suggests that the oil filling not only reduces the contact angle hysteresis by smoothing out the chemical imperfections of the surface, but also prevents dielectric breakdown by accumulating some electric charge. 
Droplet Transportation Test
The CTA/PLGA layer was applied to an EWOD transportation chip to verify its ability to act as the dielectric and hydrophobic layer simultaneously. The size of the transporting electrode was 3 mm × 1 mm, with a gap of 30 μm between electrodes. Following the patterning of the electrodes, the EWOD chip was fabricated by the spin coating of CTA/PLGA, RIE and the "air after oil" process, as described above. When a 1 kHz AC voltage was applied to the successive electrodes, the 15-μL droplet moved up and down.
Video (see in Video S1) and images (see Figure 6a ) of the process of droplet transportation was recorded. The relationship of the droplet velocity versus voltage (rms) is shown in Figure 6b . Depending on the driving voltage, we achieved droplet velocities from 1 mm/s (30 Vrms) up to 100 mm/s (60 Vrms). The polynomial curve fitting shows that the droplet velocity can be factored into (V − 30) 2 within 2% accuracy, indicating an actuation threshold of 30 V, which agreed well with the 
The CTA/PLGA layer was applied to an EWOD transportation chip to verify its ability to act as the dielectric and hydrophobic layer simultaneously. The size of the transporting electrode was 3 mm × 1 mm, with a gap of 30 µm between electrodes. Following the patterning of the electrodes, the EWOD chip was fabricated by the spin coating of CTA/PLGA, RIE and the "air after oil" process, as described above. When a 1 kHz AC voltage was applied to the successive electrodes, the 15-µL droplet moved up and down. Video (see in Video S1) and images (see Figure 6a ) of the process of droplet transportation was recorded. The relationship of the droplet velocity versus voltage (rms) is shown in Figure 6b . Depending on the driving voltage, we achieved droplet velocities from 1 mm/s (30 Vrms) up to 100 mm/s (60 Vrms). The polynomial curve fitting shows that the droplet velocity can be factored into (V − 30) 2 within 2% accuracy, indicating an actuation threshold of 30 V, which agreed well with the theoretical properties and practical conclusions of common EWOD chips [60] . 
Conclusions
In this paper, we replaced the hydrophobic Teflon ® or Cytop ® layer of EWOD systems with a completely biocompatible/biodegradable layer. Using RIE supplied with CF4 and CHF3 gas under different processing parameters, the wettability of the CTA/PLGA mixture surface became superhydrophobic (CA = 160.4°). XPS and AFM analysis showed that fluorine atoms were introduced onto the surface to form C-F and CF2 bonds. CHF3 was added to reduce the roughness and protect the fluorocarbons on the surface. By this means, a 1.1 μm super-hydrophobic dielectric layer was obtained with about 66.50 nm roughness. The "air after oil" modified surface prevented the pinning of DI water droplets on the surface and protected the dielectrics from breakdown. These digital microfluidic chips showed their suitability and high performance for applications involving biosystems for sustainable development. The corresponding practical applications will be the subject of future studies. 
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